The procedure rests on positive selection for an expressed gene at the molecular level, rather than function at the cell or organismal level. In applying this method to the selection of TSGs, the only assumption is that TSGs are preferentially expressed in normal cells compared with well-matched tumor cells (7) . Early experiments using subtractive hybridization to compare mRNAs of normal vs tumor cells generated confusing results because the two cell lines used were too dissimilar
(6).
In the past, the best method of differential expression cloning was subtractive hybridization.
Briefly (Fig. 4B, arrow) . The diffuse fluorescence present in 21MT-2 cells (Fig. 4E ) was also observed in cells that were not incubated with an cr6 antibody (data not shown). Figure 4C and Fig. 4F 
Comparison of DD and subtractive hybridization
The differences in the two methods are spectacular at the level of technical manipulations.
In the DD method one needs only 20 ng of DNA per lane of each cell line, or about 2 cg for the total display (8, 9). In contrast, for subtractive hybridization one needs about 200 itg of total RNA from the cells of interest to provide about 2 tg of polyA + RNA for two rounds of subtraction (7, 14, 16 integrmn, and is localized to the basal plasma membrane.
Its specific ligand is still unknown (19). In this paper, we report the recovery by DD of cr6 inte grin as a gene whose mRNA (Fig. 2) and protein (Fig. 4) (Fig. 4B) , but not in 21MT-2 cells (Fig. 4K) 
